A member of the vitamin B12 group has been identified as the red chromophore of reddish brown enzyme fractions obtained from Clostridium sticklandii. An orange compound which appears to be identical with the coenzyme form of pseudovitamin B12 (or adenine-B12 coenzyme) discovered by Barker et al. (Proe. Natl. Acad. Sci. U. S., 44, 1093, 1958 of ornithine-HCI and lysine-HCl, (2) 0.2 per cent each of arginine-HCl and lysine-HCl, or (3) the latter medium supplemented with 0.15 per cent sodium formate, 0.045, 0.06, and 0.11 ,umole of B12 coenzyme per gram dried cells, respectively, NOTES was produced. In culture 1, the chief source of one-carbon compound is the carboxyl carbon of ornithine; in culture 2, additional C, is derived from the guanido carbon of arginine; in culture 3, still more C1 is supplied as formate. An implication of B12 coenzymes in the metabolism of oneearbon compounds is further indicated by the fact that Methanobacterium omelianskii and Methanococcus vannielii both synthesize appreciable amounts of 1B12 coenzyme(s) which can be readily isolated and detected spectrophotometrically from 1-g amounts of dried cells. The energy metabolism of these organisms is obligatorily geared to CO2 reduction to CH4.
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Received for publication January 11, 1960 In addition to being unable to synthesize carotenoids (Suzue and Tanaka, Science, 129, 1359 Science, 129, , 1959 , tetracycline-resistant mutants of Staphylococcu.s aureus are incapable of coagulating plasma, in contrast to the tetracycline-sensitive, coagulase-positive, parent strain.
The author was able to isolate 46 tetracyclineresistant mutants employing Szybalski's gradient plate technique (Szybalski and Bryson, J. Bacteriol., 64,489, 1952) . The mutants originally resistant to 5 Ag per ml of the antibiotic were cultured at 37 C for 24 hr on slants of the medium described by Kersey and Fink (Methods of Biochem. Anal., 1, 53, 1954) for studies with penicillin. After several successive transfers in the presence of slightly increased amounts of tetracycline (factor 1.2) the mutants were observed to lose their pigmentation, supporting Suzue and Tanaka's observation. The mutant strains were transferred once in the absence of antibiotic to equate the growth conditions with the sensitive parent strain before the coagulase test, and did not regain their pigmentation. The cells from each slant were then harvested, washed twice with 0.125 M NaCl solution, and suspended in 5 ml of fresh saline; each suspension was adjusted to give an optical density of 0.5, using a Beckman model DU spectrophotometer at 650 m,u. Samples containing 0.5 ml from each suspension were placed in a triplicate series of tubes containing 0.5 ml of fresh human plasma prepared according to Chapman's instructions (Chapman, Berens and Stiles, J. Bacteriol, 41, 431, 1941) ; incubation was begun immediately in a water bath at 37 C and readings taken every 30 min. Under these experimental conditions, the parent strain, tetracycline-sensitive S. aureus (PCI 209P) clotted the plasma in 120 min, whereas none of the 46 tetracycline-resistant mutant strains produced clotting even when readings were made after 360 min from the beginning of the incubation period.
